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analyte, the chemical analogue labeled with a fluorescent
dye, the chemical analogue linked to the quantum dot with
a second linker having a length exceeding Foster radius, and
the chemical analogue reversibly binding the specific bind-
ing site of the sensor molecule of the first component.
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1
SELECTIVE OPTICAL DETECTION OF
ORGANIC ANALYTES IN LIQUIDS

FIELD

The invention relates to a method, system and/or device
for detection of an organic analyte in a liquid, and more
specifically to a method system and/or device for detection
of an organic analyte in a liquid by using fluorescence to
detect an interaction with a corresponding immobilized
binding site.

BACKGROUND

Determination of small organic molecules in various
natural liquid media is one of the most important and
demanding tasks of bio-chemical, genetic, and environmen-
tal analyses, and different classical analytical methods are
used to address these applications.

Express spectrometric-methods are widely used in envi-
ronmental monitoring of water pollution, in scientific
research and medical diagnostics. Various types of equip-
ment have been developed, including portable devices for
field analysis (Long et al. 2013). In these devices, in case of
fluorescence spectroscopy, the known volume of sample is
processed and placed in a test tube and fluorescence of this
sample is measured at specific excitation wavelength. This is
a simple and fast method of analysis, if the sample is
characterized by sufficiently different excitation and emis-
sion spectral bands. Some complications can be connected
with the need to calibrate the device for each type of sample
to take into consideration the influence of additional emitters
or quenchers of fluorescence signal, as well as the influence
of opalescence caused by solid particles present in analysed
samples. These factors complicate the analytical procedure
and may cause the measurement error.

Such complications can be avoided if analyte is isolated
from the liquid sample by the method of capillary electro-
phoresis and thereafter is detected with appropriate detector
system by measuring, for example, UV spectrum or by using
some another analytical method. This approach provides
high detection sensitivity with application of portable
devices (Lara et al. 2016). On the other hand, this method
needs exact determination of the electrophoretic mobility of
the analyte in different types of samples, as this parameter
can be dependent on sample type. Moreover, properties of
the capillary used for electrophoresis may also depend on
sample properties and its variation in time. Therefore
replacement of capillary and re-calibration of the device is
necessary to do on regular basis. Finally, this method needs
additional check that the output signal is caused only by the
analyte and does not include signal generated by other
components of similar mobility. Validation of these results
can be done by using other analytical methods, which are
free from these complications.

Among these methods the tandem technologies GC/MS,
HPLC/MS or LCMS/MS (Buchberger 2010; Farre et al.
2007; Petrovic et al. 2010) have central position. Although
different usable devices have been developed, these methods
cannot be used without sample preparation and require
trained staff. Most importantly, these devices have remained
expensive, especially if real-time analytical runs are consid-
ered (Staples et al. 2001).

Electrochemical sensors are widely used in portable
devices, which measure electric conductivity of the sample
during some specific reaction taking place in the presence of
analyte. These measurements can be made with great accu-
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racy and the size of devices may be significantly reduced due
to the possibility to use miniature chips with printed elec-
trodes (Couto et al. 2015). The disadvantage of these sensors
is connected with the detection procedure, where formation
or disappearance of ionic compounds is measured in some
set of consecutive reactions that occur in the presence of
analyte, as each step of this reaction cascade may be
influenced by the presence of impurities, properties of the
reaction medium or temperature. All these factors contribute
into uncertainty of the measurement, especially in the field
conditions, and therefore these devices are mostly used for
purposes of qualitative analysis.

More recently synthetic oligonucleotides, named aptam-
ers, were proposed for binding analyte molecules. Aptamers
form spatial molecular structure that specifically recognizes
the whole analyte molecule or some part of its structure.
Although discovery of aptamers has significantly widened
analytical possibilities, based on creation of analytical chips
with coatings sensitive to a particular analyte, still the
absence of efficient and reliable detection methods has
hindered development of cheap and efficient analytical and
diagnostic devices.

Aptamers are widely used in combination with Surface
Plasmon Resonance (SPR) technique (Kodoyianni 2011). In
this case aptamers are immobilized on the chip surface and
the complex formation process is recorded by monitoring
the change of the molecular mass of this complex. Although
this approach seems to be rather general, there are several
significant disadvantages. Firstly, sensitivity of the senor
depends on the presence of other compounds with similar
binding groups in the sample. Secondly, it depends on the
molecular mass of the analyte, and small molecules change
the molecular mass of the complex not sufficiently for
reliable detection (Nguyen et al. 2007). Therefore these
measurements can be very problematic for analytes having
low molecular mass. Additionally, these sensors may have
high background signal due to non-specific binding of other
components present in the sample. This high background
signal reduces the sensitivity of this method. Finally, the
process of complex formation can be too slow for fast and
efficient measurements by using the SPR technique. These
factors limit the application based on the aptamers.

Aptamers labeled with fluorescent dye were also intro-
duced for determination of analytes in liquid media. Accord-
ing to this method, the analyte molecules are immobilized on
the chip surface and thereafter dye-labeled aptamer is bound
to these molecules. If additional analyte molecules appear in
the solution, they compete with the immobilized molecules
for the aptamer binding site and cause dissociation of the
immobilized complex (Xu et al. 2010). As a result of this, the
labeled aptamer molecules leave the surface of the chip and
this changes fluorescence of the surface bound molecules
(Alsager et al. 2014). The drawback of this method is the fact
that the aptamer molecules remain in the assay medium even
after their displacement, it is difficult to separate the fluo-
rescence contribution of the surface-bound molecules and
the displaced molecules.

Quantum dots in combination with the fluorescence reso-
nance energy transfer (hereinafter referred as FRET, some-
times also called Forster resonance energy transfer) effect
have been under consideration for use in many analytical
applications, where the detection is performed in bulk
sample volume, and quantum dots or their chemically modi-
fied analogs are dissolved or suspended in this volume. In
this case, however, the signal depends strongly on the
number of the emitting centers in the assay system, deter-
mined by the sample volume that should be measured with



US 11,899,011 B2

3

great precision (Zhou et al. 2008). This hampers the mea-
surements and complicates calibration of the detection.
Furthermore, the heterogeneity and transparency of the
sample due to presence of solid particles or other reasons
may hinder direct fluorescence measurements in the sample
without its preliminary treatment and purification. This
complicates wide application of fluorescence measurements
in bulk sample volume.

Patent application US2009/0227043A1 (publ. Oct. 9,
2009) discloses a method, system and device for detection of
an organic analyte in a liquid by using fluorescence to detect
an interaction with a corresponding immobilized binding
site. In said solution a transparent assay substrate is used
having immobilized onto the surface of the substrate com-
ponents for the detection of the organic analytes. In said
solution the excitation/illumination is carried out through the
surface of the assay substrate, that is from the other side of
the assay substrate in order to minimize the optical inter-
ference caused by the components contained in the sample.
The detection of the fluorescence is also carried out from
below through the surface of the assay substrate. Said
method, system and device has most of the disadvantages of
the prior art described above.

Accordingly, there is a continuing need for an alternative
method, system and/or device for detection of an organic
analyte in a liquid that overcomes one or more of the
disadvantages indicated above. It may be advantageous to
provide a method, system and/or device that facilitates
optical detection of organic analytes in a variety of different
sample types without requiring isolation of the analyte from
the sample.

SUMMARY

The aim of present invention is to provide high selectivity
and specificity for detection of various organic analytes in
different liquids by using portable optical device, equipped
with a set of assay substrates, which chemical composition
is determined by the type of the analyte.

In other words, the aim of the present invention is to
provide means (method, device) for determination of the
absolute or relative abundance (often expressed as a con-
centration) of one, several or all particular organic analyte(s)
present in a liquid sample.

To achieve the goals specified above the system for direct
determination of analytes in a liquid sample of small volume
is proposed. The system includes a detection method, an
assay substrate and optical device for detecting analytes in
aqueous solutions. The detection is based on the specific
interaction of analyte molecule with the specific binding site
of the sensor molecule bound with layered nanostructure
immobilized on the surface of an assay substrate. The assay
substrate is structured in a way to provide the FRET between
quantum dots and fluorescence label of the analyte molecule
bound with specific binding site on sensor molecule. Its
surface is built as a layered structure, where different layers
of chemical components are added to each on another,
starting from the surface of the substrate. The assay substrate
is analyzed with optical device providing excitation of
fluorescence and recording the induced fluorescence flux
due to FRET effect to derive the concentration of analyte.

The selectivity of the method is due to the interaction of
analyte molecule with its specific binding site of sensor
molecule, bound with layered nanostructure fixed on the
surface of the assay substrate. This specific interaction
causes the change of the fluorescence flux from said sub-
strate, and such change is registered and used for the
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determination of analyte concentration. The distinctive fea-
ture of the method is the registration of the specific fluo-
rescence from the interaction surface layer of the assay
substrate without significant impact of the optical properties
of the liquid sample and quenching of the emission by the
sample matrix.

According to the first aspect of the invention there is
provided a method for detection and quantification of at least
one organic analyte in a liquid sample using specific inter-
action of said organic analyte with selective binding sites of
sensor molecules based on the fluorescence resonance
energy transfer effect (FRET).

Said detection and quantification is based on measure-
ment(s) of such interaction based on the FRET effect.

Said method comprising:

providing an assay substrate configured with an assay

substrate surface comprising a first component and a
second component;
the first component comprising a sensor molecule labeled
with a first fluorescent marker immobilized to the assay
substrate surface with a first linker, the first linker being
a bi-polar linker comprising a first binding group for
specific binding of the first fluorescent marker and a
second binding group for specific binding of the assay
substrate surface, the sensor molecule having a specific
binding site for the organic analyte, the sensor molecule
labeled with the first fluorescent marker in a position
that has no effect on the organic analyte binding the
specific binding site;
the second component comprising a chemical analogue of
the organic analyte, the chemical analogue labeled with
a second fluorescent marker, the chemical analogue
linked to the first fluorescent marker with a second
linker having a length exceeding Forster radius, and the
chemical analogue reversibly binding the specific bind-
ing site of the sensor molecule of the first component;

the first and the second components interacting to position
the first fluorescent marker close to the second fluo-
rescent marker at a distance shorter than the Forster
radius to enable a FRET effect between the first and
second fluorescent markers;

applying the liquid sample to the assay substrate;

illuminating the assay substrate with a light, spectrally

fitting the excitation spectrum of the first fluorescent
marker;

detecting fluorescence of the second fluorescent marker;

detecting the organic analyte by determining a decrease in

fluorescence of the second fluorescent marker, due to
the organic analyte displacing the chemical analogue
from the specific binding site and subsiding the FRET
effect.

In still yet another aspect there is provided, a device for
detection of an organic analyte in a liquid sample, the device
comprising:

an assay substrate configured with an assay substrate

surface comprising a first component and a second
component;

the first component comprising a sensor molecule labeled

with a first fluorescent marker immobilized to the assay
substrate surface with a first linker, the first linker being
a bi-polar linker comprising a first binding group for
specific binding of the first fluorescent marker and a
second binding group for specific binding of the assay
substrate surface, the sensor molecule having a specific
binding site for the organic analyte, the sensor molecule
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labeled with the first fluorescent marker in a position
that has no effect on the organic analyte binding the
specific binding site;

the second component comprising a chemical analogue of
the organic analyte, the chemical analogue labeled with
a second fluorescent marker, the chemical analogue
linked to the first fluorescent marker with a second
linker having a length exceeding Forster radius, and the
chemical analogue reversibly binding the specific bind-
ing site of the sensor molecule of the first component;

the assay substrate defining an assay substrate compart-
ment for applying the liquid sample to the assay
substrate surface;

a light source configured to emit a specific spectrum to
induce the fluorescence of the first fluorescent marker;

an opto-electronic detector configured to detect fluores-
cence of the second fluorescent marker and generate a
signal corresponding to fluorescence intensity;

a controller configured to record the signal from the
opto-electronic detector and determine presence of the
organic analyte based on a decrease of the detected
fluorescence.

In some embodiments, the sensor molecule is selected
from naturally occurring or synthesized molecules, includ-
ing but not limited to proteins and oligonucleotides.

In some embodiments, the first fluorescent marker is a
quantum dot (QD) with the fluorescence emission spectrum
suitable for excitation of fluorescence of a second fluores-
cent marker.

In some embodiments, the said measurements are carried
out in the thin layer of liquid sample, where the thickness of
interaction surface layer of said liquid sample on the assay
substrate is limited by (according to) physical restriction of
Forster radius.

In some embodiments, said measurements of liquid
sample is carried out without any preparation and/or pre-
treatment of said sample used.

In some embodiments, the surface of substrate is solid and
chemically inert.

In some embodiments, said substrate layers comprise at
least one chemically linked first fluorescent marker with
sensor molecule and an analyte analogue molecule to which
the second fluorescent marker is bound.

In some embodiments, said first fluorescent marker is a
quantum dot (QD) with the fluorescence emission spectrum
suitable for excitation of fluorescence of a second fluores-
cent marker.

In some embodiments, said second fluorescent marker is
a fluorescent dye with characteristic fluorescence emission
spectrum distinguished from the fluorescence spectrum of a
first fluorescent marker.

In some embodiments, said second fluorescent marker is
a fluorescent protein with characteristic fluorescence emis-
sion spectrum distinguished from the fluorescence spectrum
of a first fluorescent marker.

In some embodiments, the substrate comprises specifi-
cally defined analytical composition for single analyte mea-
surements.

In some embodiments, the substrate comprises multiple
analytical compositions for simultaneous measurements of
multiple analytes.

In some embodiments, the substrate is made as a single
use chip.

In some embodiments, said assay substrate is configured
to receive for measurements no more than a microliter
volume of sample.
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In some embodiments, said optical scheme of the device
is configured for fluorescence measurements from a single
analytical composition on assay substrate.

In some embodiments, said optical scheme is configured
for fluorescence measurements from multiple analytical
compositions on assay substrate.

In some embodiments, said means of control and pro-
cessing are configured to derive concentration of an analyte
by relative decrease of recorded fluorescence in time from
its initial value.

In some embodiments, the thickness of interaction surface
layer of said liquid sample applied onto the assay substrate
is limited according to physical restriction of Forster radius.

In some embodiments, the method further comprises
quantifying an amount of the organic analyte in the liquid
sample by measuring the decrease in fluorescence of the
second fluorescent marker, the degree of the measured
decrease corresponding to the amount of the organic analyte
in the liquid sample.

In some embodiments, the second linker is sized to
prevent binding of the chemical analogue with a specific
binding site of a neighboring first component unlinked to the
chemical analogue.

In some embodiments, the assay substrate is configured to
bind a plurality of types of organic analytes, a plurality of
types of sensor molecules respectively labeled with a plu-
rality of types of first fluorescent markers immobilized on
the same assay substrate surface, and the detected fluores-
cence having multi-spectral characteristics.

In some embodiments, the detecting of the organic analyte
occurs in a thin layer of the liquid sample, the thickness of
an interaction surface layer of the liquid sample on the assay
substrate being limited according to the Forster radius.

According to the second aspect of the invention there is
provided a method for detection and quantification of at least
one organic analyte in a liquid sample using specific inter-
action of said organic analyte with selective binding sites of
sensor molecules based on the fluorescence resonance
energy transfer effect (FRET), where said method comprises
steps, where:

in step 1 in initial stage said liquid sample containing

organic analytes is applied to an assay substrate com-
prising at least one set of two interacting components
constituting a sensor system:

said first component including a sensor molecule labeled

with a first fluorescent marker and said marker is
immobilized on the assay substrate surface via specific
bi-polar linker;

where said sensor molecule has a specific binding site for

an analyte under investigation;

where said sensor molecule is labeled with a first fluo-

rescent marker in a binding position, where a connec-
tion of said chosen first labeling fluorescent marker has
no effect on an analyte binding site;

where said bi-polar linker contains on one side specific

binding group for a specific first fluorescent marker,
and the opposite side contains the specific binding
group for the processed substrate surface;

where the selection of a set of said linker molecules of

various type provides simultaneous immobilization of a
variety of first fluorescent markers bound with various
sensor molecules on the same substrate surface;

said second component including chemical analogue of an

analyte linked with a second fluorescent marker, where
said chemical analogue of analyte is reversibly bound
with said sensor molecule;
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where said chemical analogue of analyte is linked with a
first fluorescent marker with a linker having a length
exceeding Forster radius (sometimes also referred as
FRET radius);

where a set of said chemical analogues of various analytes
is linked with specific sensor molecules having corre-
sponding binding sites;

where said set of fluorescent markers has the distinguish-
ing spectral characteristics; where the composition of
the first and the second components are selected to
bring a first fluorescent marker close to a second
fluorescent marker such that the distance between said
fluorescent markers is shorter than the Forster radius in
order to enable FRET effect to occur between them,
said composition corresponding to an initial stage of an
assay substrate.

In step 2 in the initial stage immediately following the
step of application of the organic analytes to an assay
substrate said assay substrate is illuminated (excited) with a
light, spectrally fitted with the excitation spectrum of a first
fluorescent marker, and the energy transfer to a second
fluorescent marker due to FRET effect takes place, inducing
the fluorescence of a second marker, and said fluorescence
is detected and its intensity is recorded, said detected fluo-
rescence of the assay substrate at the initial stage corre-
sponds to the spectral properties of a second fluorescent
marker; where said detected fluorescence has multi-spectral
characteristics according to selected set of the sensor sys-
tems on the substrate surface.

In step 3 in the following stage over a predetermined
period of time said excitation and detection is repeated at
predetermined time intervals and each time the detected
fluorescence intensity is recorded, allowing over said pre-
determined period of time at the presence of an analyte in a
liquid sample introduced to the assay substrate, said analyte
analogue molecules on the binding sites of sensor molecules
to be substituted by the analyte molecules, and as result of
such substitution said distance between two fluorescent
markers to grow longer than the Forster radius, causing the
subsiding of FRET effect in time.

In step 4 the amount of an analyte in a liquid sample is
calculated/determined as decrease of fluorescence intensity
of a second fluorescent marker recorded at said predeter-
mined time intervals, where said decrease of fluorescence in
time of second fluorescent marker is due to the subsiding
FRET effect, and the degree of such decrease corresponds to
the amount of an analyte in liquid sample.

In another aspect there is provided, an assay substrate for
detection and quantification of various organic analytes in
liquid sample, where said assay substrate is composed of
layered nanostructures applied to the surface of the sub-
strate.

In yet another aspect there is provided a device for
providing an analyte measurements in a liquid sample
comprising a light source, a sample compartment, an opto-
electronic detector, controller, control unit and communica-
tion line, where said sample compartment for measurements
is configured to receive an assay substrate carrying a micro
volume of a liquid sample applied to said assay substrate; the
emission spectrum of said light source have been selected to
induce the fluorescence of quantum dots on said assay
compartment;

Said opto-electronic detector is set up to detect the
fluorescence of second fluorescent marker induced by
energy transfer from quantum dot to said marker;
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said electronic detector is set up to selectively detect the
fluorescence of a set of various sensor systems immo-
bilized on the assay substrate;

said control and processing means are set to record a time

curve of said detected fluorescence of every sensor
system in time to derive the concentration of an ana-
lytes;

said communication means are set to put out result of

measurements.

In some embodiments, the controller of a device is
configured to record the signal generated by the opto-
electronic detector in time to determine the concentration of
the organic analyte.

In some embodiments, the controller is configured to
derive concentration of an analyte by relative decrease of
recorded fluorescence in time from its initial value.

In some embodiments, the second linker is sized to
prevent binding of the chemical analogue with a specific
binding site of a neighboring first component unlinked to the
chemical analogue.

In some embodiments, the assay substrate is configured to
bind a plurality of types of organic analytes, a plurality of
types of sensor molecules respectively labeled with a plu-
rality of types of first fluorescent markers immobilized on
the same assay substrate surface, and the controller config-
ured to process a detected fluorescence having multi-spectral
characteristics.

BRIEF DESCRIPTION OF THE DRAWINGS

Next, the present invention is described with the help of
illustrations listed below, where:

FIG. 1: Scheme and photos of reaction stages of substrate
surface preparation: a)—structure of activated surface and
form active centers; b)—structure of surface with immobi-
lized QD (green color of the disk shows the presence of QD
on surface); c¢)—structure of formation of immobilized
complex of QD with analyte. 1—substrate surface;
2—quantum dot (QD); 3—sensor-like molecule; 19—reac-
tive group on the substrate surface; 20—polymer linker;
21—bi-polar chemical linker; 22—reactive groups of QD
for different linkers; 23—functional linker for binding the
sensor molecule with QD.

FIG. 2: The scheme of fluorescence of assay substrate: (a)
substrate surface with immobilized QD (non-FRET system);
(b) assay substrate with FRET system: 4—linker for fluo-
rescent dye; 5—fluorescent dye; 19—reactive group on the
substrate surface; 20—polymer linker; 21—bi-polar chemi-
cal linker.

FIG. 3: Emission spectrum of model substrate without (a)
and with a dye-labeled agent (b) at the excitation wavelength
of 320 nm.

FIG. 4: Analyte interaction with assay substrate. Displace-
ment method. 6—natural analyte; 7—dye-labeled analogue
of analyte; 8—sensor molecule reversibly bound with the
analyte analogue marked with fluorescent dye; 23—func-
tional linker for covalent binding of sensor molecule (8) on
QD; 24—linker for the second fluorescent marker;
28— linker connecting dye-labeled analogue of analyte with
QD (2).

FIG. 5: Assay substrate with multiple senor systems
immobilized on the surface with composite linkers: 2 and
29— different types of QD; 5 and 33—different types of
fluorescent dye; 7 and 32—different types of analyte ana-
logue; 8 and 31—different types of sensor molecule;
20—polymer linker; 21 and 30—different types of bi-polar
linker.
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FIG. 6: Assay substrate with multiple senor systems
bound with QD (2): 5, 33, 36—different types of fluorescent
dye; 7, 32, 35—different types of analyte analogue; 8, 31,
34—different types of sensor molecule; 20—polymer linker;
21—bi-polar linker.

FIG. 7: Signal registration scheme of displacement
method at different reaction stages that defined by analyte
concentrations in samples: (a) very low or close to 0%; (b)
concentration that enough to displace half dye-labeled ana-
logues of analyte from bound sites; (c) saturation stage that
defined by full displacement in binding sites.

FIG. 8: a) Block-scheme of the device. b) Optical layouts
of the assay substrate compartment: 9—Ilight source,
10—light source emission, 11—assay substrate, 12—assay
substrate compartment, 13—fluorescence flux, 14—opto-
electronic detector, 15—controller; 16—control unit,
17—communication line.

FIG. 9—FExample: [llustration of principals of displace-
ment method. 7—dye-labeled analogue of analyte; 8—sen-
sor molecule reversibly bound with the analyte analogue
marked with fluorescent dye; 25—excitation light; 26—ini-
tial emission spectrum of the substrate with FRET effect;
27—emission spectrum after displacement of the analyte
analogue.

FIG. 10—Example: Dependence of emission intensity
decay on time: (a) whole plot of reaction; (b) initial part of
reaction.

DETAILED DESCRIPTION

A detection method, system and/or device, structure of the
assay substrate and optical device for detecting analytes in
aqueous solutions is described herein.

In proposed analytical assay the detection of the analyte
is done by the FRET effect, caused by the energy transfer
between quantum dots and fluorescent label of the analyte
molecule bound with specific analyte binding site. The high
selectivity of this method is achieved through the interaction
of analyte molecule with the specific binding site of sensor
molecule, bound with layered nanostructures on the surface
of the assay substrate. Such substrate can be a plate, chip,
sphere or any other spatial structure having solid surface
with multi-layer arrangement on it aimed to interact with
liquid sample. The composition of the assay substrate mate-
rials and its specific interaction with the analyte molecule
define the optical signal from the assay substrate in the form
of characteristic fluorescence emission. This emission is
registered and used for the determination of analyte con-
centration.

The measuring system comprises substance-specific assay
substrate and the device for inducing and detecting the
specific fluorescence of it. The specificity of the system for
targeted analyte type is determined by the multi-layer com-
position of the substrate, while the detection remains the
same. Important feature of the system is the registration of
fluorescence signal from fixed surface layer of interaction on
the assay substrate without significant impact of the optical
properties of the liquid sample and quenching of the emis-
sion by the sample matrix. To reach these conditions and to
get fixed the thickness of the measured surface layer, the
FRET with participation of quantum dots is used, as this
effect is sensitive to the intermolecular distance and can be
measured only within the range of the Forster radius (Lako-
wicz 2006).

The assay substrate of the measuring system includes the
following two interacting components. The first component
includes a sensor molecule labeled with a first fluorescent
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marker, and said marker is immobilized on the substrate
surface via composite linker. Such sensor molecule has a
specific binding site for an analyte under investigation, and
therefore selectively binds an analyte molecule. The par-
ticular feature of proposed system is the possibility to use
various sensor molecules with analyte specific binding sites.
The embodiments of such sensor molecules may include
proteins, oligonucleotides or synthetic molecules, which
selectively interact with the analyte molecule. The sensor
molecules are labeled with a first fluorescent marker, for
example by a quantum dot (QD), in a position, where this
labeling has no effect on analyte binding site. This is the first
functional requirement for the assay substrate structure. And
such first component is also bound with the second inter-
acting component.

The second component includes chemical analogue of an
analyte linked with a second fluorescent marker. The second
marker can be a fluorescent organic dye or fluorescent
protein bound by suitable linker with chemical analogue of
the analyte, which should be able to interact with the binding
site of the natural or synthetic sensor molecule.

It is essential that the spectrum of characteristic fluores-
cence emission of a first fluorescent marker is distinguished
from the fluorescence spectrum of a second fluorescent
marker and is suitable for the excitation of fluorescence of
a second fluorescent marker.

The advantage of such system is in providing quantitative
results of the analysis with liquid sample introduced to the
assay substrate without sample preparation and preliminary
processing, thus simplifying the analysis procedure. Another
advantage is that the analysis is performed in a small volume
of liquid sample, which is essential for use of the method in
applications with limited sample volume. And additional
enhancement provided by such system is the reliable detec-
tion of analyte not depending on the optical properties of the
samples, equally applicable for transparent and opaque
liquids, and for samples containing solid particles, on the
surface of the assay substrate.

To reach these conditions and to get fixed thickness of the
interacting surface layer, the FRET with participation of
quantum dots is used. This effect takes place only within the
range of the Forster radius (typical scale up to 10 nm), and
the latter defines the thickness of measured layer on the
assay substrate. Layered nanostructures, composed of a
quantum dot fixed on an inert solid surface of the assay
substrate with composite linker and chemically linked with
sensor macromolecule with specific binding site for analyte,
that is reversibly connected with analyte analogue molecule,
to which dye label labeled is bound, provide the distance
between a quantum dot and a dye label within the Forster
radius.

The method of detection according to preferred embodi-
ments works as following. The assay substrate in the initial
stage provides the fluorescence flux according to FRET
effect. When the studied liquid containing analyte molecules
is added to the assay substrate, the analyte analogue mol-
ecule is displaced from the layered nanostructure by the
analyte. Such displacement stops the FRET effect. The
change of fluorescence flux is registered by the optical
device and used for determination of the analyte concentra-
tion.

The functionally active assay substrate is formed by
combination of two abovementioned components, and these
two components form complex on the substrate surface.
Such complex brings a first fluorescent marker close to a
second fluorescent marker making the distance between said
fluorescent markers shorter than the Forster radius to enable
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FRET effect between them in the characteristic spectral
range. Such composition is referred as a sensor system at the
initial stage of an assay substrate. This closeness of the QD
and fluorescent dye is the second functional requirement
when positioning of the analyte analogue molecule marked
with dye molecule in the sensor molecule.

When the assay substrate in the initial stage with added
liquid sample is illuminated (excited) with a light, spectrally
fitting the excitation spectrum of a first fluorescent marker,
and the energy transfer to a second fluorescent marker takes
place due to FRET effect inducing the fluorescence of a
second marker, and the observed fluorescence of the assay
substrate corresponds to the spectral properties of a second
fluorescent marker. This is referred as the starting point of
the analysis.

If analyte molecules are present in the studied sample,
these molecules compete with the reversibly bound analyte
analogue molecules (the second component of the assay
substrate) for selective binding sites on the sensor molecule
(the first component of the assay substrate) and substitute in
time an analyte analogue molecules on the binding sites of
sensor molecules, thus the displacement of the analyte
analogue molecules from the substrate surface occurs in
time. Due to this the distance between two fluorescent
markers, e.g. between the surface-bound QD and the analyte
analogue bound fluorescent label, increases and exceeds the
Forster radius, and that shuts off the FRET effect. Then the
observed fluorescence of the assay substrate with liquid
sample corresponds to decreasing in time fluorescence of a
second fluorescent marker due to subsiding FRET effect.
The degree of decrease of the FRET signal is determined by
analyte concentration in the sample and this decrease is used
to calculate the analyte concentration in the sample under
examination. Because the concentration of an analyte is
derived by relative decrease of recorded fluorescence in time
from its initial value, the device does not require any
adjustments.

Preferred embodiment provides a method for detection
and quantification of at least one organic analyte in a liquid
sample using its specific interaction with selective binding
sites of sensor molecules with further measurement of such
interaction based on the FRET effect. Said method com-
prises steps specified below.

In step 1 said liquid sample containing organic analytes is
applied to an assay substrate comprising at least one set of
two interacting components:

Said first component including a sensor molecule labeled
with a first fluorescent marker, and said marker is immobi-
lized on the assay substrate surface with composite linker,
where said sensor molecule has a specific binding site for an
analyte under investigation;

Where said sensor molecule is labeled with a first fluo-
rescent marker in a binding position, where said chosen first
labelling fluorescent marker having no effect on an analyte
binding with its binding site;

Said second component including chemical analogue of
an analyte linked with a second fluorescent marker and
bound with said first component;

Where the composition of the first and the second com-
ponents are selected to bring a first fluorescent marker close
to a second fluorescent marker such that the distance
between said fluorescent markers is shorter than the Férster
radius in order to enable FRET effect to occur between them,
said composition corresponding to an initial stage of an
assay substrate.

In step 2 in the initial stage immediately following of the
step of application of the organic analytes to an assay
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substrate said assay substrate is illuminated (excited) with a
light, spectrally fitted with the excitation spectrum of a first
fluorescent marker, and the energy transfer to a second
fluorescent marker due to FRET effect inducing the fluo-
rescence of a second marker is detected and fluorescence
intensity is recorded, said detected fluorescence of the assay
substrate at the initial stage corresponds to the spectral
properties of a second fluorescent marker.

In step 3 in the following stage over a predetermined
period of time said excitation and detection is repeated at
predetermined time intervals and each time the detected
fluorescence intensity is recorded, allowing over said pre-
determined period of time at the presence of an analyte in a
liquid sample introduced to the assay substrate, said analyte
analogue molecules on the binding sites of sensor molecules
to be substituted by the analyte molecules. As result of such
substitution said distance between two fluorescent markers
increases longer than the Forster radius, causing the subsid-
ing of FRET effect in time.

In step 4 the amount of an analyte in a liquid sample is
calculated/determined as decrease of fluorescence intensity
of a second fluorescent marker recorded at said predeter-
mined time intervals, where said decrease of fluorescence in
time of a second fluorescent marker is due to the subsiding
FRET effect, and where the degree of such decrease corre-
sponds to the amount of an analyte in liquid sample.

Preferably said sensor molecule is selected from naturally
occurring or synthesized molecules, including but not lim-
ited to proteins and oligonucleotides.

Preferably said first fluorescent marker is a quantum dot
(QD) with the fluorescence emission spectrum suitable for
excitation of fluorescence of a second fluorescent marker.

Preferably said second fluorescent marker is a fluorescent
dye with characteristic fluorescence emission spectrum dis-
tinguished from the fluorescence spectrum of a first fluo-
rescent marker.

Preferably all measurements are carried out in the thin
layer of liquid sample, where the thickness of interaction
surface layer of said liquid sample on the assay substrate is
limited according to (by) physical restriction of Forster
radius.

Preferably said measurements of liquid sample are carried
out without any preparation and/or pretreatment of said
sample used.

According to preferred embodiment also an assay sub-
strate is provided for detection and quantification of various
organic analytes in liquid sample, said assay substrate is
composed of layered nanostructures applied to a surface of
the substrate.

Said surface of substrate is solid and chemically inert.

Said layers of layered nanostructures comprise at least
one chemically linked first fluorescent marker with sensor
molecule and an analyte analogue molecule to which the
second fluorescent marker is bound.

Preferably, said first fluorescent marker is a quantum dot
(QD) with the fluorescence emission spectrum suitable for
excitation of fluorescence of a second fluorescent marker.

Preferably, said second fluorescent marker is a fluorescent
dye with characteristic fluorescence emission spectrum dis-
tinguished from the fluorescence spectrum of a first fluo-
rescent marker.

Preferably, said second fluorescent marker is a fluorescent
protein with characteristic fluorescence emission spectrum
distinguished from the fluorescence spectrum of a first
fluorescent marker.
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According to first preferred embodiment, said assay sub-
strate comprises specifically defined analytical composition
constituting a sensor system for single analyte measure-
ments.

According to second preferred embodiment, said assay
substrate comprises multiple analytical compositions for
simultaneous measurements of multiple analytes.

According to third preferred embodiment, said assay
substrate is made as a single use chip.

According to forth preferred embodiment, said assay
substrate is configured to receive for measurements no more
than a microliter volume of sample.

Preferred embodiment covers also a device for analyte
measurements in a liquid sample.

The device for analyte detection includes besides the
assay substrate also the following constituent parts:

the light source with a light beam at preselected emission

wavelength to induce the assay substrate fluorescence;
the assay substrate compartment to introduce and measure
the liquid sample;

the opto-electronic detector to record the fluorescence

caused by FRET effect;

the means of control, processing and communication to

manage the measurements, determine concentration of
the analyte, and to report the result.

or carrying out the method according to the invention a
device is provided for detection and quantification of at least
one organic analyte in a liquid sample using specific inter-
action of said organic analyte with selective binding sites of
sensor molecules based on the fluorescence resonance
energy transfer effect.

Said device for providing analyte measurements in a
liquid sample according to preferred embodiment compris-
ing a light source, a sample compartment, an opto-electronic
detector, controller, control unit and communication line.

Said sample compartment for measurements is configured
to receive an assay substrate carrying a micro volume of a
liquid sample applied to said assay substrate.

The emission spectrum of said light source has been
selected to induce the fluorescence of quantum dots on said
assay compartment.

Said opto-electronic detector is set up to detect the
fluorescence of a fluorescent marker of a chemical analogue
of the organic analyte induced by energy transfer from
quantum dot to said marker.

Said control and processing means are set to record a time
curve of said detected fluorescence in time to derive the
concentration of an analyte.

Said communication line is set to put out result of
measurements.

According to first preferred embodiment of the device,
said optical scheme of said device provides fluorescence
measurements from single composition on assay substrate.

According to second preferred embodiment of the device,
said optical scheme of said device provides fluorescence
measurements from multiple analytical compositions on
assay substrate.

According to preferred embodiment of the device, con-
troller provides operation control and signal processing to
derive concentration of an analyte by relative decrease of
recorded fluorescence in time from its initial value.

According to preferred embodiment of the device, the
thickness of interaction surface layer of said liquid sample
applied onto the assay substrate is limited according to (by)
physical restriction of Forster radius.
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Finally, the described method for determination of a target
substance in a liquid sample has the following distinguishing
properties:

1. The selectivity and the sensitivity of the detection
procedure are determined by specific binding site of the
sensor molecule, and if the naturally occurring sensor
molecules, namely proteins and oligonucleotides, are
used in the assay substrate, it gains selectivity and

sensitivity that corresponds to relevant (meaningful) ana-
lyte levels in appropriate samples.

2. The detectable fluorescence signal, caused by FRET
effect, has specific emission spectrum and can be easily
separated from the fluorescence emission of QD and is
completely quenched by displacement of the labeled
analyte analogue molecule from its complex with sen-
sor macromolecule.

3. Strict localization of the FRET emission on the surface
of the assay substrate reduces obstacles caused by
optical properties of liquid sample, makes the detection
independent on the sample volume, and eliminates the
need of sample treatment.

4. The measurement of relative fluorescence makes said
device insensitive to non-specific adsorption of any
contamination of an assay substrate.

5. Only microliter volume of sample is needed for the
analysis. 6. The thickness of detection layer of liquid
sample is physically restricted by Forster radius and
does not depend on the optical properties of sample
media.

7. It is possible to get a single- or multiple analytes
detection with the assay substrate by having a single or
multiple analytical composition on it.

8. The assay substrate interacts with a liquid sample, and
therefore is of single use design.

9. Analysis is done in one step without need for sample
preparation and control of the properties of liquid
sample.

10. The detection is not sensitive to the impurities, sus-
pended solids, viscosity, or sample opacity.

11. The system does not require adjustments and calibra-
tions with standard sample solutions.

12. The detection is not sensitive to non-specific adsorp-
tion of any contaminants on the substrate surface.

The assay substrate is built as a layered structure, where
different layers of chemical components are added to each
on another, starting from the surface of the substrate (FIG.
1). The material of the surface should be easily processed to
allow formation of the desired shape and thickness, should
allow it’s fixing to the substrate body, and should carry
chemically active groups for covalent linking of the assay
components. Such material can be a thin mica plate, which
can be easily processed to thin plates with a smooth surface,
is optically permeable in the near UV region, and its surface
can be chemically modified. The layered structure of mica is
important for the preparation of substrates with identical
properties.

Quartz glass can also be applied for design of the assay
substrate, it has also surface hydroxyl groups which can be
used for chemical modification of this material, and its
optical transparency is almost complete. As this material is
mechanically fragile, sophisticated methods are needed for
mechanical processing of this material that makes its usage
expensive and complicated in comparison with mica.

The use of plastics is a universal solution for this appli-
cation. These materials can be easily processed to obtain
necessary shape with controlled thickness and their surface
groups can serve as linkers for further chemical modifica-
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tion, and there is a wide range of plastics with different
composition of the surface groups. Optical properties of
plastics are strongly related with their chemical composi-
tion, as aromatic rings and large conjugated structures may
strongly absorb UV radiation. But still there are several
materials which can be used for design of the assay sub-
strates for this application, like poly(methyl-methacrylate)
(PMMA) and its derivatives.

After selection of the substrate material chemical process-
ing of the surface should be made together with activation of
the functional groups. As the surface of the selected material
may be soiled and contaminated, cleaning process of this
material should be applied by using efficient mechanical or
electrical methods and/or washing with solvents.

For activation of surface groups of mica or quartz glass
these materials are treated with 1 M hydrochloric acid
during 1 hour at elevated temperature of about 50° C. After
washing with bi-distilled water the material is dried during
12 hours at 110-120° C. to remove moisture from the pores
of the material. Plastics, which are not resistant to high
temperature, are dried in vacuum.

The activated and cleaned surface of substrate is pro-
cessed with 20% solution of (3-aminopropyl) trimethoxysi-
lane (APTMS) in 20% toluene during 12 hours at room
temperature. This reaction time is enough to form a layer of
highly reactive groups (19, FIG. 1) on the substrate surface,
serving as reaction sites for linker attaching the next layer of
the layered structure of the assay substrate.

The surface inhomogeneities may cause spotty distribu-
tion of reactive groups, and therefore influence the spatial
characteristics of the next layer, potentially limiting the
density and concentration of the senor systems on it. To
eliminate such influence of the surface inhomogeneities to
immobilization of the sensor systems, the substrate surface
(1) is covered with polymer layer containing a polymer
linker (20), e.g. PEG, characterized with high chemical
stability and having reactive groups for binding the bi-polar
linker (21) of the next layer. Chemical composition of the
linker molecules (21) depends on the chemical nature of the
next structural layer. However, in general, this bi-polar
linker should have two reaction groups. One group of is
needed for its covalent binding with the silanized surface of
the substrate material through the polymer layer (20). The
second group is needed for binding to functional groups (22)
attached to quantum dots (2). To avoid side reactions the
second linker group is protected and can be de-protected
after reaction of the first linker group with the substrate
surface.

The next structural layer consists of immobilized quantum
dots (2). This immobilization reaction depends on nature of
chemical groups (22) planted on the surface of quantum dots
to minimize possibility of aggregation of these particles in a
solution. Such functional groups serve to link quantum dots
with various sensor molecules (8), and the chemical struc-
ture of these functional groups determine strategy of the
synthesis of a sensor system.

In some cases, it could be possible to replace quantum
dots with organic fluorophore or fluorescent proteins and
still have comparable quantum yield of fluorescence. How-
ever, this replacement of quantum dots is accompanied by
the following limitations. Firstly, it is not possible to create
multivalent fluorophore, which is able to bind simultane-
ously several sensor molecules. The second complication is
connected with partial overlapping of excitation and emis-
sion spectrums of organic fluorescent dyes or proteins.
Therefore this fluorophore replacement may be connected
with requirement for a very narrow excitation band and need
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for pulse-mode usage. These disadvantages are precluded by
spectral properties of quantum dots.

As the following example describes application of quan-
tum dots with carboxylic groups on their surface, immobi-
lization of these particles on the substrate surface is made via
amide bond. Therefore the second functional group of the
linker molecule is amino group. As usual for amide forma-
tion reactions, the carboxyl groups are activated by adding
EDC and NSH that helps to finish the coupling reaction
during 1 hour at room temperature. The quantum dots used
in an example are characterized by the fluorescence emis-
sion at 540 nm (green).

To create the next structural layer on the assay substrate,
the quantum dots were further modified with the functional
linker (23). As the carboxyl groups of quantum dots, remain-
ing on the outer surface of the structural layer, were used for
coupling with the second linker via amide bond formation,
the first functional group of the functional linker is again
amino group.

To reduce degradation of the immobilized quantum dots
during reaction with the functional linker, this coupling was
made in non-aqueous reaction medium, for example in
DMFA. For this reaction the substrate containing immobi-
lized quantum dots are treated with activator and thereafter
reacted with the linker. This coupling reaction is complete
during 30 min at room temperature and the excess of
reagents can be removed by washing the substrates.

The second functional group of the functional linker
depends, however, on structure of the functional group of the
sensor molecule (8) of the assay substrate. This sensor
molecule is bound to the outer layer of the layered structure
of the substrate, and it changes the spectrum of the substrate
due to its specific interaction with the analyte. This change
is monitored by the device and is used for calculation of the
analyte concentration on the assay substrate. As different
analytes need different sensor molecule, the functional
linker used for coupling of these molecules should allow
wide variation of structure of the second functional group.

Although different sensor molecules can be used for this
assay substrate, including polymeric structures or biopoly-
mers, all these sensor molecules should have several com-
mon characteristics: they should specifically interact with
the analyte, and this interaction should change fluorescence
spectrum of the assay substrate.

Schematic illustration of all steps of preparation of the
assay substrate is shown in FIG. 1 together with photos of
the resulting substrate irradiated with UV light at the wave-
length of 312 nm. The initial substrate material on photo (a)
is fully transparent and does not provide any light emission
at UV excitation, while visible fluorescence (of green color)
due to immobilized QD on the substrate in the photos (b) and
(c) confirms that the multi-layer structure obtained by the
described procedure has the required spectral and chemical
characteristics.

For characterization of the FRET effect on the same assay
substrate the model system is constructed as is illustrated in
FIG. 2, where the fluorescent dye 5(6)-carboxytetramethyl-
rhodamine (TAMRA) (5) is linked with oligopeptide and
thereafter is coupled with the immobilized quantum dots
with linker (4). As the excitation wavelengths of this dye are
the same as emission wavelength of the used quantum dots
(530-540 nm), FRET effect can be observed in this model
system.

In FIG. 3 fluorescence spectra for assay substrate accord-
ing to FIG. 2 with immobilized TAMRA and without this
dye are compared. It is clearly seen that the substrate with
immobilized quantum dots emits visible green color (maxi-
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mal spectral intensity at 540 nm), while the substrate car-
rying also the immobilized dye molecule is colored orange,
which corresponds to the emission wavelength 580 nm for
TAMRA.

This change in the fluorescence spectrum is characterized
in detail by means of the device described in the preferred
embodiment. The excitation at 360 nm was used in both
cases. In the case of substrates with immobilized quantum
dots the emission peak is observed at 540 nm, and at
wavelength 580 nm this emission intensity decreases more
than 10 times, i.e. corresponds to 10% of the maximal
emission intensity (FIG. 3a).

The maximal intensity of the substrate with immobilized
TAMRA is shown in FIG. 3b. The maximal fluorescence
intensity of this combination is observed at wavelength of
580 nm, while intensity of emission at 540 nm is 5 times less
the peak value. Consequently, the impact of quantum dot
emission on TAMRA emission main peak is around 2%.
This low contribution excludes possibility of error accumu-
lation and can be easily taken into account in calculations.

Method for determination of fluorescent analyte concen-
tration through displacement of analyte analogue marked
with fluorescent dye from the binding site can be used. For
this method the binding sites of sensor molecule are pre-
liminarily saturated with fluorescence reporter ligand, and in
the presence of analyte this fluorescent ligand is displaced
from the complex that decreases the observed FRET effect.

This displacement scheme is illustrated in FIG. 4, and
dependence of the signal on analyte concentration can be
characterized by a known mathematical function. The detec-
tion is based on the fact that transfer of the analyte molecule
(6) from bulk solution into the binding site immobilized on
the substrate stops the FRET effect that is monitored by the
device. For this purpose the linker (28) binding the analyte
analogue (7) with QD has a length exceeding the Forster
radius. This linker prevents displaced analyte analogue to
compete with the natural analyte for selective binding sites
on another sensor molecule (8). It minimizes reverse effect
of displacement, thus determining the kinetics and providing
predictable result in the displacement method.

The length of linker (28) may be varied provided its
minimum length is greater than the Forster radius for a
selected FRET pair. The maximum length of linker (28) may
vary according to a desired implementation. In some
embodiments, the maximum length will be sufficiently short
to reduce binding of the analyte analogue to a neighboring
unlinked sensor molecule, such that an association rate of
the analyte analogue to its corresponding linked sensor
molecule is greater than an association rate of the analyte
analogue to a neighboring sensor molecule that is not linked
to the analyte analogue. In some embodiments, the maxi-
mum length of linker (28) is sufficiently short to prevent
binding of the analyte analogue to a neighboring unlinked
sensor molecule.

The first option of sensor system embodiment for detec-
tion of multiple analytes is shown in FIG. 5. The use of
composite linker consisting of polymer linker (20) and
bi-polar linkers (21, 30) makes possible to immobilize
quantum dots (2, 29) with different functional groups (22) on
the same substrate surface. In turn, it allows binding differ-
ent sensor molecules (8, 31) with reversibly bound different
analyte analogues (7, 32) marked with different fluorescent
markers (5, 33). As a result, multi-sensor system is con-
structed on the substrate surface for simultaneous detection
of various analytes in a sample.

Another option of sensor system embodiment for detec-
tion of multiple analytes is shown in FIG. 6. It utilizes the
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features of chemical groups (22) planted on the surface of
QD (2). In this embodiment the various sensor molecules (8,
31, 34) are bound with QD with following reversible binding
with various analyte analogues (7, 32, 35). The immobili-
zation of such sensor system on the substrate surface with
linker (20, 21) makes possible to use various QD, thus
integrating the features of the first option in the second
option, thus providing extended multisensory system for
simultaneous detection of a plurality of analytes.

The multispectral detection of the sensor system fluores-
cence according to both options allows distinguishing a
variety of analytes with single assay substrate.

The binding process and signal generation are illustrated
in FIG. 7. In the absence of analyte in medium liquid sample
the detector monitors only the background signal (FIG. 7a).
If half of the binding sites are occupied by the analyte, half
of the maximal signal is detected (FIG. 7b), while the
maximal signal corresponds to saturation of the binding sites
(FIG. 7¢), and further increase in analyte concentration
cannot be detected. The absolute value of the maximal signal
depends on number of binding sites. Plot of the signal for
equilibrated system on analyte concentration has also some
linear part, while at higher analyte concentrations a more
complex function should be used for description of the plot.

Application of the displacement method significantly
extends the list of analytes, which can be detected by using
the assay substrate described, because analogs of analyte
molecule can also displace the complex. However, this
displacement takes place at different concentration interval
and this can be used for differentiation of analyte analogue
from true analyte.

The measuring system comprises substance-specific assay
substrate and the device for inducing and detecting the
specific fluorescence of the substrate. The multilayer com-
position of the substrate defines the specificity of the system
for targeted analyte. The variation of the multilayer compo-
sition of the substrate allows detection of various analytes.
Moreover, the setup of the single assay substrate with
various multilayer compositions gives the possibility to
detect different analytes in a sample simultaneously.

The block scheme of the device for analyte detection with
assay substrate is shown in FIG. 8a. The device consists of
a light source (9) with characteristic light emission (10) at
preselected wavelength to induce the assay substrate (11)
fluorescence, the assay substrate compartment (12) to intro-
duce and measure the assay substrate with liquid sample, the
opto-electronic detector (14) to record the fluorescence (13)
caused by FRET effect, the controller (15), to manage the
measurements, control unit (16) to determine concentration
of the analyte, and communication interface (17) to report
the result.

The spectral characteristics of light source emission (10)
correspond to the excitation spectrum of QD or other type
first fluorescent marker for further energy transition to the
second fluorescent marker on the assay substrate (11) due to
FRET effect. Some embodiments of optical layouts of the
substrate compartment (12) are depicted in FIG. 85. The
fluorescence emission (13) of a second fluorescent marker
on the assay substrate (11) is detected by an opto-electronic
detector (14). The detector can be of either single or mul-
tichannel layout. If the assay substrate contains several
multilayer structures aimed for the detection of some ana-
lytes simultaneously, then multichannel detector can be
used. In such embodiment every channel serves for detec-
tion of specific analyte. The controller (15) serves to operate
the device and measure the decrease of the fluorescence
intensity of the assay substrate over time according to
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schematics in FIG. 7. The communication line (17) provides
wire- or wireless delivery of command to the device and
measured data to the external control unit (16) to derive the
concentration of an analyte from measured time curve of
said fluorescence and for further visualization, storage and
communication line (18) to report the data to the external
recipient. The control unit (16) can be, but not limited to,
computer, panel PC, tablet, smart phone etc., and the exter-
nal recipient can be remote server, cloud database etc.

EXAMPLE

The following example illustrates applicability of the
methods described herein without limiting the scope thereof,
and concerns determination of concentration of an analyte
which is a water-soluble bioactive molecule by using the
displacement method as illustrated in FIG. 9.

Preparation of the Assay Substrate

The reaction mixture was prepared, consisting of the
following components:

400 pL of 10 mM boronic acid saline buffer, containing 50

mM NaCl, pH 7.5

25 ulL of QD suspension (1 mg/mL) in water,

90 ul. (3 mM) 1,6-diaminohexane,

7 pLL of 10 mM aptamer, which contains carboxyl groups

15 ul of mixture of EDC (20 mg/ml) and NHS (1

mg/mL).

This mixture was added to mica discs, preliminarily
modified with (EtO)3Si(CH,)3NH,. The discs were incu-
bated with the reaction mixture during 1 h, and then washed
with water and dried in vacuum. For finishing synthesis of
the substrate the modified mica discs were soaked in 10 mM
phosphate buffer containing 150 mM NaCl, and specific
TAMRA-labeled analyte analogue was added at concentra-
tion 4 uM. During 30 min incubation at room temperature
TAMRA-labeled analyte analogue bound to the aptamer,
and this process completed formation of the layered struc-
ture of the assay substrate, containing layers of covalently
bound QD and aptamer reversibly bound to analyte analogue
with TAMRA complex. As the QD and TAMRA were at
close distance on the surface of this substrate, intensive
FRET effect was observed in the emission spectral range
500-600 nm at the excitation wavelength of 320 nm. The
emission spectra corresponded to TAMRA fluorescence with
peak intensity at 580 nm.

Procedure of Analysis

The analyte solution containing components that imitate
physiological conditions of a blood has been prepared.
Solution pH was stabilized in range 7.0 to 7.5 by phosphate
buffer with saline solution. To imitate protein components
influence bovine serum albumine was used in concentration
6 g/dl in final solution. To test the assay the analyte solutions
at 100 nM an 200 nM concentration were added to the mica
discs and changes in fluorescence spectrum were detected.
These changes reflect displacement of the TAMRA-labeled
analyte analogue from its complex with the immobilized
aptamer by analyte in the assay mixture. This displacement
is accompanied with leaving of the TAMRA label from the
assay substrate surface that stops the FRET effect between
the fluorophore and QD.

The assay was performed in two modes. Firstly, the
time-course of the decrease of the FRET effect was observed
and the initial speed of this process was monitored. Sec-
ondly, the system was incubated until equilibrium state was
achieved and then the FRET value was detected and used for
characterization of the assay system.
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Alteration of the FRET effect was illustrated by compari-
son of the QD emission intensity at 540 nm and TAMRA
emission at 580 nm. Displacement of the TAMRA-labeled
analyte analogue from the complex with immobilized
aptamer initiated in the presence of analyte molecules in a
sample was accompanied with disappearance of the FRET
effect. As a result TAMRA fluorescence at 580 nm
decreased, and QD fluorescence at 540 nm increased (26,
27). The summary of analysis of these spectral data is shown
in Table 1.

Table 1. The ratios of fluorescence intensities of donor (QD,
peak emission at 540 nm) to acceptor (TAMRA, peak
emission at 580 nm) at corresponding wavelengths of 540

nm and 580 nm as a percentage of maximum levels.
TABLE 1
Time, min 100 nM 200 nM
0 15.0% 17.4%
0.5 43.1% 68.5%
1.5 75.4% 91.7%
2 85.7% 92.8%
3 92.5% 92.0%
5 89.2% 97.2%

The displacement of the immobilized analyte analogue
marked with TAMRA from the complex with the immobi-
lized aptamer was also detected by measuring the emission
level of TAMRA. Alterations of its fluorescence intensity in
time of the experiments are shown in Table 2. The intensities
normalized to the initial value demonstrated clear decrease
in time. The output signal plateau was determined after 5
minutes at the 200 nM concentration of the analyte and after
15 minutes for 100 nM analyte solution.

TABLE 2

Intensity of TAMRA fluorescence emission at 580 nm. SPR

Time, min 100 nM 200 nM
0 100.0% 100.0%
0.5 95.7% 72.3%
1.5 92.7% 52.8%
2 91.5% 42.9%
3 73.9% 31.4%
5 60.6% 13.2%

The initial rate of complex dissociation, initiated by
analyte in medium sample, was calculated from the slope of
the initial linear part of the time-course of spectral changes.
These plots are shown in FIG. 10. The slopes of the initial
parts of the measured kinetic curves were different in the
presence of 100 nM and 200 nM ligand solutions. Values of
the initial rates are listed in Table 3. As results of the kinetic
assay depend on time interval needed to reach the equilib-
rium state of the system that may be a significant source of
uncertainly of the assay, results of the kinetic assay are more
reliable. Moreover, these results can be obtained during
several minutes that shortens the assay time. This aspect is
very important if very potent analytes are assayed, as most
of strong interactions between the substrate and analyte are
slow.
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TABLE 3

Initial reaction rate determination for different
concentration of competitive analyte.

Analyte concentration, nM Reaction rate, min~!

100
200

9.8 £ 0.6
29.8 £ 1.0

Invention described above is not limited to the embodi-
ments described above and depicted on illustrations, but said
invention may have within the scope of the appended claims
other embodiments
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What is claimed is:

1. An assay substrate comprising:

a first component comprising a sensor molecule labeled
with a quantum dot, the quantum dot immobilized to an
assay substrate surface with a first linker, the first linker
being a bi-polar linker comprising a first binding group
for specific binding of the quantum dot and a second
binding group for specific binding of the assay sub-
strate surface, the sensor molecule having a specific
binding site for an organic analyte, the sensor molecule
labeled with the quantum dot in a position that has no
effect on the organic analyte binding the specific bind-
ing site;

a second component comprising a chemical analogue of
the organic analyte, the chemical analogue labeled with
a fluorescent dye, the chemical analogue linked to the
quantum dot with a second linker having a length
exceeding Forster radius, and the chemical analogue
reversibly binding the specific binding site of the sensor
molecule of the first component;

the quantum dot having a first fluorescence emission
spectrum that excites fluorescence of the fluorescent
dye and the fluorescent dye having a second fluores-
cence emission spectrum distinguished from the first
fluorescence spectrum of the quantum dot.

2. The assay substrate of claim 1, wherein the second
linker is sized to prevent binding of the chemical analogue
with a specific binding site of a neighbouring first compo-
nent unlinked to the chemical analogue.

3. The assay substrate of claim 1, wherein the sensor
molecule is labeled with the quantum dot by a third linker
linking the sensor molecule to the quantum dot, a length of
the third linker being shorter than the Forster radius and
being shorter than the length of the second linker.

4. The assay substrate of claim 2, wherein the sensor
molecule is labeled with the quantum dot by a third linker
linking the sensor molecule to the quantum dot, a length of
the third linker being shorter than the Forster radius and
being shorter than the length of the second linker.

5. The assay substrate of claim 1, wherein the assay
substrate is configured to bind a plurality of types of organic
analytes, a plurality of types of chemical analogues respec-
tively labeled with a plurality of types of fluorescent mark-
ers, each one of the plurality of types of chemical analogues
linked to a single quantum dot.

6. The assay substrate of claim 1, wherein the assay
substrate is configured to bind a plurality of types of organic
analytes, a plurality of types of chemical analogues respec-
tively labeled with a plurality of types of fluorescent mark-
ers, at least two of the plurality of types of chemical
analogues linked to a single quantum dot.

7. The assay substrate of claim 1, wherein the assay
substrate is configured to bind a plurality of types of organic
analytes, a plurality of types of sensor molecules respec-
tively labeled with a plurality of types of quantum dots
immobilized on the same assay substrate surface.

8. The assay substrate of claim 1, further comprising an
assay substrate compartment for applying the liquid sample
to the assay substrate surface.

9. The assay substrate of claim 8, wherein the assay
substrate compartment limits a volume of the liquid sample
applied onto the assay substrate surface, and limits a thick-
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ness of interaction surface layer of the liquid sample applied
onto the assay substrate according to the Forster radius.

10. The assay substrate of claim 1, wherein the assay
substrate surface is solid, chemically stable, and carries
chemically active groups covalently linked to the first linker.

11. A system comprising:

the assay substrate of claim 1;

a light source configured to emit a specific spectrum to
excite fluorescence of the quantum dot;

an opto-electronic detector configured to detect fluores-
cence of the fluorescent dye and generate a signal
corresponding to fluorescence intensity;

a controller configured to record the signal from the
opto-electronic detector and determine presence of the
organic analyte based on a decrease of the detected
fluorescence.

12. The system of claim 11, wherein the controller is
configured to record the signal generated by the opto-
electronic detector in time to record a time curve of the
detected fluorescence to determine the concentration of the
organic analyte.

13. The system of claim 12, wherein the controller is
configured to derive concentration of an analyte based on
determining a relative decrease of recorded fluorescence in
time from its initial value.

14. The system of claim 11, wherein the controller is
configured to process a detected fluorescence having mul-
tichannel characteristics.
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15. The system of claim 11, wherein the controller is
configured to process a detected fluorescence having mul-
tispectral characteristics.

16. A system comprising:

the assay substrate of claim 4;

a light source configured to emit a specific spectrum to
excite fluorescence of the quantum dot;

an opto-electronic detector configured to detect fluores-
cence of the fluorescent dye and generate a signal
corresponding to fluorescence intensity;

a controller configured to record the signal from the
opto-electronic detector and determine presence of the
organic analyte based on a decrease of the detected
fluorescence.

17. The system of claim 16, wherein the controller is
configured to record the signal generated by the opto-
electronic detector in time to record a time curve of the
detected fluorescence to determine the concentration of the
organic analyte.

18. The system of claim 17, wherein the controller is
configured to derive concentration of an analyte based on
determining a relative decrease of recorded fluorescence in
time from its initial value.

19. The system of claim 16, wherein the controller is
configured to process a detected fluorescence having mul-
tichannel characteristics.

20. The system of claim 16, wherein the controller is
configured to process a detected fluorescence having mul-
tispectral characteristics.
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